
- 2 - HARTLEY et al. 

Appl. No. 09/177,387 

In the Claims: 

Please amend the claims as follows: 



0 



0 



28. (Twice amended) The method of claim 26, wherein said [two or more] 
recombination sites or portions thereof are located at or near one [or more termini] terminus of 
said double stranded nucleic acid molecule. 



Please add the following new claims: 



E - 52. The method of claim 26, wherein said recombination sites or portions thereof are 
located at or near one both termini of /aid double stranded nucleic acid molecule. 




The method of claim 26, further comprising combining said double stranded 
nucleic acid molecule with at least one vector comprising two or more recombination sites or 
portions thereof under conditions such thai recombination occurs between said recombination 
sites on said nucleic acid molecule and saip recomtj^iaf^on sites on said vector, thereby producing 
a product vector. 

The method of claim 2fe, further comprising inserting said double stranded nucleic 
acid molecule into a vector, thereby producing a product vector. 



A method for cloning or subcloning an amplified nucleic acid molecule comprising: 
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(a) amplifying a nucleic acid template/with a first primer comprising at least a first 
recombination site and a second primer comprising at least a second 
recombination site, wherein said first and second recombination sites do not 
recombine with each other, under conditions favoring the production of a product 
nucleic acid molecule complementary to all or a portion of said template and 
comprising said first and ^econd recombination sites; and 

(b) combining said product rfucleic acid molecule with at least one vector comprising 
at least a third and a fourth recombination sites that do not recombine with each 
other, under conditions such that recombination occurs between said first and third 
and said second and fourth recombination sites, thereby producing a 
product vector. 



56. The method of claim 55, whei 




d amplification is accomplished by PCR. 



57. The method^f any one of claims 53-55, further comprising inserting said product 
vector into a host cell. 




>8. The method of any one of claims 53-55, wherein said vector is an 
expression vector. 




The ftiethod of any one of claims 53-55, wherein said vector comprises at least one 
additional nucleic Acid sequence selected from the group consisting of a selectable marker, a 
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cloning site, a restriction site, a promoter, an operon, An origin of replication, and a gene or 
partial gene. 




The method of any one of claims 53-^5, wherein said vector comprises at least one 
origin of replication. 



>1 . The method of any one of claimy 53-55, wherein said vector comprises at least one 



promoter. 



62. The method of any one of claims 53-55, wherein said vector comprises at least one 
selectable marker. 




The method of claim 3p or claim 55, wherein said nucleic acid molecule and said 
vector are combined in vitro. 




'A. The method of claim 55, wherein said product nucleic acid molecule is linear. 



63. The method of claim 55, wherein said first, second, third or fourth recombination 
sites are lox sit6s or mutants /hereof 



68. The method of claim 65, wherein said lox sites are selected from the group 
consisting of loxP sites and loxPSl 1 sites. 
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The method of claim 55, wherein said first, second, third or fourth recombination 



sites are att sites or mutants thereof 

68. The method of claim 67, wherein said att sites §tf*e selected from the group 
consisting of attB sites, attP sites, atfL sites and attK sites. 

p9. The method of claim 55, wherein said first, second, third or fourth recombination 
sites /re selected from the group consisting of a lox site; an att site, an FRT site, and mutants 
thereof. 

io. The method of claim 53 or 55, wheijfein said product nucleic acid molecule and said 
vector/are combined in the presence of at least yone recombination protein. 



it. The method of claim 70, 



in said recombination protein is Cre. 



f2. The method of claim 7y> 'wherein said recombination protein is selected from the 
group/consisting of Int, Xis and II 



f3. An in vitro method of cloning a PCR product comprising: 

(a) obtaining a PCR product comprising a first recombination site and a second 
recombination site which do not recombine with each other; and 

(b) combining /aid PCR product in vitro with a vector comprising a third 
recombinalfion site and a fourth recombination site which do not recombine with 




host cell. 
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each other, under conditions such that recombination occurs between said first and 
third and said second and fourth recombination sites, thereby producing a 
product vector. 

The method of claim 73, further comprising inserting said product vector into a 




The method of claim 73, wherein said vector is an expression vector. 

1^>. The method of clai^^^^^rein said vector comprises at least one additional 
nucleic acid sequence selected frjSm-fefie^oup consisting of a selectable marker, a cloning site, 
a restriction/site, a promoter, an operortf an origin of replication, and a gene or partial gene. 



77. The method of clainy 73, wherein said vector comprises at least one origin of 
replication. 



8. The method of claim 73, wherein said vector comprises at least one promoter. 




79. The method /of claim 73, wherein said vector comprises at least one 
selectable marker. 



SO. The methofl of claim 73, wherein said PCR product is linear. 
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8 .K The method of claim 73 5 wherein said first, second, ^fiird or fourth recombination 
sites are lox sites or mutants thereof 



The method of claim 81, wherein said loyj sites are selected from the group 
consisting of loxP sites and /oxP51 1 sites. 



The method of claim 73, wherein said/irst, second, third or fourth recombination 
sites are att sites or mutants thereof 



The method of claim 83, whe/ein said att sites are selected from the group 



consisting of attB sites, attP sites, attL sites /nd attK sites. 



The method of claim 73, wherein said first, second, third or fourth recombination 



sites ai/e selected from the group consisting of a lox site, an att site, an FRT site, and mutants 
thereof 




8p. The method of claim 73, \yherein said product nucleic acid molecule and said 
vectorAre combined in the presence of at least one recombination protein. 



57. The methofl of claim 86, wherein said recombination protein is Cre. 



1%. The method of claim 86, wherein said recombination protein is selected from the 
group Consisting oMnt, Xis and IHF. — 



